105 bp units. Finally, the inversion initially detected in tected, wMelCS2 (n = 6), wMel2 (n = 2), and wMel3 (n = 1). It is possible that the rare genotypes might represent wMelPop [22] was shown to consist of a chromosomal fragment in the region WD0400-WD0535 whose orienrecombinant forms of the major strains. For recombination to occur, we would expect the major strains to cotation differed between strains (Figure 1) .
Size polymorphism of each of the IS5 insertion sites occur in hosts. We did not detect any examples of multiple infections in any lines examined, but we detected and the VNTR loci as well as the orientation of the inversion were determined by diagnostic PCR using both wMel and wMelCS in isofemale lines established from three populations collected at the same time primers that flanked the respective regions (Table 1) . Using these newly acquired markers, we sampled 177 (Kenya 1982, Papua New Guinea 1982, Finland 1992) (Table S1 ). Variants isolated from stock fly lines are not D. melanogaster lines obtained from five different fly stock collections and originally collected in the field all direct snap shots of the infections present at the time of collection, as they could have evolved in culture. over the world during the last 80 years. In addition, we also sampled field populations from Australia and However, wMel and wMelCS are represented by multiple replicates within and between different stock cenAustria and obtained individuals from French Polynesia. Of the 177 fly lines derived from stock collections, ters, which suggests an origin in the field. This is also the case for the low-frequency variants wMelCS2 and 80 (45%) were infected with Wolbachia that could be grouped into five distinct strains based on the different wMel2, which are represented in multiple independent fly lines. wMel3 was found in only one fly line, and it markers examined (Figure 1 ; Table S1 available in the Supplemental Data with this article online). Of these remains to be analyzed whether it arose in the course of long-term lab culture. strains two were predominant, one identical to the sequenced genome wMel (n = 56) and a second one idenWhen examining the temporal distribution of the five different Wolbachia genotypes, it becomes clear that tical to the genotype found in Canton-S flies, wMelCS (n = 15). Three additional rare genotypes were also dethe wMelCS genotype is primarily present in fly lines Five polymorphic markers were detected in the wMel genome. Size polymorphism of each of these regions and orientation of the inversion were determined by diagnostic PCR using primers that flanked the respective regions. (Table 3) . Since 11 out of the 41 wMel infections are found in true M where it seems to have swept through North America, Eurasia, and finally Australasia, replacing the original strains completely devoid of P elements (Table S1) with 0.5 M primers described in Table 1 Table 1 ). uals that were collected in Brisbane in 1964 were obtained from Risk of contamination was prevented by using a new extraction kit, the University of Queensland Insect Collection (Table S1) 
